OBjectives: The mechanisms that trigger flare in rheumatoid arthritis (RA) are unknown. In murine arthritis models, dysfunctional lymph node (LN) drainage is associated with joint flare. To examine if LN alterations are associated with RA flare, we analyzed the change in LN volume via contrastenhanced magnetic resonance imaging (CE-MRI) in patients with active joint flare at baseline and 16 weeks after certolizumab pegol (CZP) therapy. We also assessed the changes in popliteal or epitrochlear LN volumes versus the Rheumatoid and Arthritis Outcome Score (RAOS) (knee), or the Michigan Hand Questionnaire (MHQ ; wrist/hand), and Disease Activity Score 28 (DAS28), at baseline and 16 weeks. results: Total LN volume in 7 of 10 patients with measurable LN on CE-MRI significantly decreased 16 weeks after CZP therapy (mean decrease 37%; P = 0.0019). Improvement in knee pain measured by the RAOS (P = 0.03) inversely correlated with a decrease in total popliteal LN volume (R 2 = 0.94). All patients demonstrated significant improvement in DAS28 (mean decrease 1.48; P = 0.0002). For flare in the hand, significant improvement in activities of daily living (ADL) as measured by the MHQ was observed (left hand mean improvement 20%; P = 0.02; right hand mean improvement 37%; P = 0.03). cOnclusiOn: RA patients with the smallest change in LN volume during anti-tumor necrosis factor (anti-TNF) therapy experienced the greatest pain relief in symptomatic knee joints. Moreover, the remarkably linear inverse correlation between LN volume and joint pain observed in this small clinical pilot provides initial evidence to support the concept that dynamic changes in draining LN volume are a biomarker of clinical response to therapy in RA.
Background
Rheumatoid arthritis (RA) is a chronic inflammatory joint disorder that often leads to impaired function and decreased quality of life (QOL). 1, 2 Since the release of anti-tumor necrosis factor (anti-TNF) therapy, RA patient outcomes have improved considerably, although up to 40% of patients fail to meet the primary endpoints in clinical trials. [3] [4] [5] [6] [7] [8] Furthermore, even primary responders to biologic agents often experience joint flares over the course of their disease, characterized by pain, swelling, and limited range of motion. To address gaps in our understanding of rheumatoid flare, current studies are focused on elucidating the underlying mechanisms, identifying prognostic biomarkers, and defining novel drug targets for therapeutic intervention.
Our research on arthritic flare utilized longitudinal contrast-enhanced magnetic resonance imaging (CE-MRI) in murine models of RA, [9] [10] [11] [12] [13] including the TNF-transgenic (TNF-Tg) mouse. 9, 14 The results from these studies defined distinct and quantitative phenotypes of expanded and collapsed lymph node (LN) draining diseased joints as valid biomarkers of arthritic progression. [15] [16] [17] Prior to symptomatic disease, draining LNs undergo volume expansion due to increased lymphangiogenesis, lymph egressing from the affected joint, and accumulation of inflammatory cells including a prominent subset of CD23(+)/CD21(hi) B-cells in inflamed nodes (Bin) (expanded phenotype), 11, 15 which was recently confirmed in RA LN. 18 Acute arthritic flare commences when the inflammatory efflux from the diseased joint overwhelms the lymphatic drainage capacity. Treatment with an anti-TNF agent is effective in this model because it reduces inflammation while maintaining lymphatic flow to expanding LNs. 10 In contrast, persistent joint inflammation observed in mice with sustained arthritic flare is associated with the collapse of draining LNs (collapsed phenotype) and the interruption of lymphatic flow. 12, 19 LN phenotypes predictive of flare were validated with prophylactic and therapeutic drug studies in mice. 11, 12 While early clinical studies that focus on the draining LN as a biomarker of RA disease and response to anti-TNF therapy are under way, 20, 21 the presence of expanded and collapsed LNs in RA and their potential association with therapeutic response to anti-TNF therapy are not known.
Another major challenge in this field is the absence of objective criteria to define and quantify flare in specific diseased joints in RA patients. To better define flare, the OMERACT Rheumatoid Arthritis Flare Group identified a core domain set that includes pain and function in order to measure RA flare. Furthermore, disease activity indices including the disease activity scale 28 (DAS28) to measure overall activity and the Rheumatoid and Arthritis Outcome Score (RAOS) 22 and Michigan Hand Questionnaire (MHQ) 23, 24 to measure acute knee and wrist synovitis, respectively, are validated tools to determine the impact of rheumatic flare on patient outcomes. 25 The preclinical studies outlined above suggest an important interplay between draining LN phenotype and the response to therapy in the flaring joint proximal to the LN. Given that joint-specific outcome measures of RA activity (RAOS and MHQ) are now available, we performed the first pilot study to evaluate the relationship between draining LN volume and pain in patients receiving anti-TNF [certolizumab pegol (CZP)] therapy for RA flare. Furthermore, we examined if the LN biomarker phenotypes identified in the murine studies were also present in human RA by using the same longitudinal CE-MRI approach. Specifically, in RA patients with joint flare, we analyzed change in LN volume pre-and posttreatment with CZP in nodes draining joints with active synovitis.
Methods
Patients. Ten patients with active flare of a single wrist or knee were enrolled. Patients with a diagnosis of RA who presented with new-onset active asymmetric synovitis of the knee or hand were evaluated in the rheumatology clinic at the University of Rochester Medical Center and consecutively recruited to the study. Patients fulfilled the American College of Rheumatology (ACR) 1987 classification criteria for RA 26 and were recruited from January 2011 to August 2013. Standard blood tests [including C-reactive protein (CRP) and erythrocyte sedimentation rate (ESR)] and a clinical examination were performed at baseline. Disease activity scores were measured in an unblinded fashion. DAS28, RAOS, and MHQ were completed before and after therapy. Patients with lower extremity flare completed the RAOS and patients with upper extremity flare completed the MHQ. Patients were excluded if they had a contraindication to anti-TNF therapy, a glomerular filtration rate ,30 mL/min/1.73 m 2 , or a medical condition or device that precluded performance of studyrelated procedures. Patients on current anti-TNF therapy were excluded; prior anti-TNF therapy was acceptable if patients had been off the agent for six months. Patients on concomitant disease-modifying antirheumatic drugs (DMARDs) or steroids were included. The study design was approved by the Ethics Committee of the University of Rochester, and subjects' written informed consent was obtained in accordance with the Declaration of Helsinki.
Mri studies. MRI scans were performed in a 3 T Siemens Trio (Siemens Medical Solutions) at baseline and after 16 weeks of CZP therapy, administered subcutaneously with a loading dose of 400 mg followed by 400 mg monthly. The affected joint was imaged in a dedicated extremity coil on a GE Signa scanner. Standard positioning was adhered to. Multiplane (axial, coronal, and sagittal) images were acquired at 3 T field strength [matrix 320 × 320, field of view (FOV) 14-16 cm] utilizing T1-weighted (2 mm slice thickness), proton density-weighted (2 mm slice thickness), T2-weighted fat-suppressed (3 mm slice thickness), and T1-weighted fast spoiled gradient echo (FSPGR; 0.5 mm slice thickness) sequences before gadolinium. Following the administration of 0.1 mmol/kg of gadolinium-diethylenetriamine pentaacetic acid (Gd-DTPA) delivered manually into a cubital/ antecubital vein through a cannula that was inserted before the examination, imaging was again performed, 10 minutes after injection, using 3D T1 FSPGR. Total imaging time was approximately 45 minutes.
ce-Mri analyses. CE-MRI was used to measure synovial and LN contrast enhancement, and Amira (TGS Unit; Mercury Computer Systems) to quantify LN volume as described in Figure 1 . In brief, the 3D stack of precontrast scans was aligned with postcontrast scans via automatic registration. Then, a stack of images was generated by subtracting the precontrast scans from the postcontrast scans using the Arithmetic module. The synovial and LN volumes were segmented by manually drawing region of interests (ROIs) on the 3D stack. Contrast enhancement is defined as the synovial or LN signal intensity divided by the mean muscle signal intensity. Two musculoskeletal radiologists (GD and VK) blinded to pre-and posttherapy scans independently determined LN volumes for all nodes entirely captured in the scans. LN measurements were analyzed off axial T1 post gadolinium images, and short axis, long axis, and height were determined for each node. LN volume for each node was calculated and average LN volume was determined by adding all volumes CliniCal MediCine insights: arthritis and MusCuloskeletal disorders 2016:9
and dividing by the number of nodes (range: 1-7 nodes). Repeated scans and 3D segmentation analyses revealed that LN volume calculations are reliable, and thus were used as a primary outcome measure in this study. Conversely, murine studies demonstrated that 3D rendering of the contrast enhancement of the synovium also includes the synovial fluid space and adjacent soft tissues and that quantification of these volumes is highly susceptible to change from joint positioning in longitudinal CE-MRI. Thus, for this study, the 3D synovial rendering serves as a descriptive biomarker to aid in landmark identification of the LN. statistical analysis. For LN volume measurements, we analyzed interreader reliability by calculating the intraclass correlation coefficient (ICC) for absolute agreement. We applied paired t-tests after confirming normal distribution of data using Kolmogorov-Smirnov (KS) normality test and Wilcoxon signed-rank test for nonnormalized distribution. Correlations between measurements were estimated using Pearson's correlation coefficient. P-values less than 0.05 were considered significant and P-values less than 0.002 were considered highly significant. results demographic information of rA patients. Table 1 shows the demographics of the 10 RA patients who completed the 16-week study. Ages ranged from 21 to 71 years, and the majority of patients were female (80%), as expected in a population with RA. None of the patients were previously treated with the long-acting anti-TNF agent CZP; however, 4 of 10 patients had previously received other anti-TNF agents. All patients were on maintenance medications prior to enrollment. Using Amira computer software, a 3D volume rendering of the affected synovium and LNs was obtained (Fig. 1, Supplementary Movie 1) . This type of image allows for a more complete visualization of destructive changes to the synovium and localizes LNs not easily detectable on standard MRI imaging.
rAOs Pain subscale score correlates with ln volume. All 10 patients treated for 16 weeks with CZP demonstrated significant improvement in DAS28 scores compared to baseline ( Supplementary Fig. 1 , P = 0.0002). Six of 10 patients experienced a knee flare, and therefore completed the RAOS. Of the subscales measured in this instrument (pain, other symptoms, activities of daily living (ADL), sport and recreational activities, and QOL), only pain improved significantly after therapy ( Fig. 2 , P = 0.03). Additionally, a trend toward improvement was noted in ADL (P = 0.08) and QOL (P = 0.06). Four of 10 patients had wrist flare and completed the MHQ , which measures separate ADL and total score. Despite the relatively small number of patients, a significant improvement in ADL was observed for both hands (left hand mean improvement 20%; P = 0.02; right hand mean improvement 37%; P = 0.03).
Two radiologists measured LN volumes independently, with a very high interreader reliability (ICC = 0.99). Analysis was performed on pooled readings. Three of 10 patients (all with upper extremity involvement) did not have LN visualized on imaging. All 7 of 10 patients with evaluable LNs noted on MRI demonstrated a significant decline in LN volume over the 16-week treatment course (Fig. 3 , P = 0.0019). Interestingly, the LN volume decline in flaring knee joints following treatment inversely correlated with the magnitude of pain score improvement in that joint (Fig. 4 , P = 0.002). In contrast, regression analysis did not reveal a correlation (direct or inverse) between DAS28 scores and LN volume. Quantification of LN contrast enhancement could not be performed due to coexistent renal insufficiency or the inability to perform repeat CE studies. evaluated by MRI, declined in all patients with measurable nodes. Interestingly, this LN volume decline is consistent with our murine studies in which during the early phase of arthritic flare when LN volumes are expanded treatment with anti-TNF agents was associated with a decline in LN volume. 10 We found that the decline in LN volume correlated with decreased joint inflammation in the mouse model discussion Although Chauffard and Ramon first described LN involvement in RA patients over a century ago, 27,28 our understanding of the nature of this relationship remained limited due to the absence of quantitative outcome measures. To address this gap, we describe the first clinical pilot to examine the effect of anti-TNF therapy on LNs draining an actively inflamed, flaring RA joint. We noted that LN volumes, Lymph node volumes were quantified from CE-MRI pre and post-CZP therapy as described in Figure 1 , and the data from the seven patients with evaluable lymph nodes draining flaring RA joints is presented to illustrate the decrease in lymph node volume with CZP therapy. Of note is that three out of the ten patients enrolled did not have detectable LNs on CE-MRI imaging. The mean decrease in lymph node volume for the group is 36% *P = 0.0019. and parallel events may be operative in human RA. It should be noted that other imaging techniques have recently garnered interest in evaluation and quantification of RA severity including 18 F-fluorodeoxyglucose positron emission tomography combined with computed tomography (FDG-PET/CT) 29, 30 and optical spectral transmission imaging. 31 However, we used MR imaging due to the lack of exposure to radiation and because of its specificity in localizing soft tissue changes necessary in evaluating LN changes. It is important to note that the MHQ and RAOS are measures of single joint activity (hand and knee respectively) and even though the DAS28 score decreased in all subjects, it did not correlate highly with improvement in the flaring joint. Thus, inclusion of a local measure of single joint disease activity, such as the RAOS, proved to be critical for interpreting changes in LN volume as a potential response biomarker. Moreover, in the subset of patients with knee arthritis, improvement in knee pain inversely correlated with the extent of decline in LN volume. Specifically, the patients with the greatest pain relief showed the least change in LN volume. Taken together with our preclinical results, we interpret this initial observation to suggest that decrements in LN volume likely are associated with maintenance of LN function and lymph flow and a reduction of synovial inflammation, whereas LNs that undergo high volume loss signify a collapsed phenotype with impaired lymphatic flow. Admittedly, our murine studies show a clear delineation between expanding and collapsed LN phenotype, which we were unable to capture in this initial clinical pilot study. Another interesting observation was that of the four patients with upper extremity arthritis, three did not have measurable LNs, preventing correlation with clinical parameters of disease activity. Notably, all three of these patients had long-standing disease of more than 10 years (mean disease duration 14.6 versus 6.0 years in the other seven patients). One conceivable explanation is that long-term chronic rheumatoid inflammation may lead to damage of lymphatic vessels and draining LNs from the active joint as was demonstrated in the TNF-Tg mouse model of RA. 19 This effect would have greater impact on the upper extremities because of fewer draining nodes in the upper extremity compared to the lower extremity. 32 Further studies will be necessary to determine at which time a draining LN becomes nonfunctional.
Our study has two limitations that are currently being addressed as future directions. The first is the small sample size, although we did include subjects with diverse disease characteristics including those with newly diagnosed RA and individuals with long-standing disease. The second limitation is our inability to directly measure lymphatic function due to technical challenges in quantifying LN contrast enhancement. To address these limitations and further elucidate the role of lymphatics in RA flare, we have initiated a study using state-of-the-art near infrared indocyanine green (NIR-ICG) imaging techniques in patients with early disease who flare compared to those with long-standing disease and chronic persistent synovitis. This imaging modality provides accurate images that demonstrate striking lymphatic dysfunction in chronic noninflammatory conditions such as lymphedema, 33, 34 and we anticipate that it will provide insights into RA lymphatic function.
conclusions
The results from this pilot study provide preliminary human validation of our findings in murine RA models, which indicate that lymphatic dysfunction modulates joint inflammation. Additional studies will likely delineate the mechanisms underlying lymph flow from inflamed joints and unveil new therapeutic targets to prevent or attenuate joint flare in RA. obtained from the patients for publication of their individual details and accompanying images in this manuscript. The content is solely the responsibility of the authors and does not necessarily represent the official views of the National Institutes of Health.
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